Human embryo fibroblasts were grown in Eagle's minimum essential medium supplemented with 10% fetal calf serum and antibiotics. The Towne strain of human cytomegalovirus was used in all the experiments. Stock virus was propagated at low multiplicity of infection and harvested three to four days after 100% cytopathic effect.9 Virus infection in human embryo fibroblasts grown on coverslips was carried out with one plaque forming unit cell, with an adsorption period of two hours.'0 Cells infected by cytomegalovirus and mock infected controls were fixed in acetone for 15 minutes at 4°C at various intervals after infection (one, 24, 36, 72 hours). Moreover, infected cells were treated with 75 ug/ml of the DNA inhibitor cytosine arabinoside (Ara C) and fixed in acetone at 72 hours after infection to allow early antigens to accumulate.
The alkaline phosphatase substrate was prepared by dissolving 2 mg of naphthol AS phosphate in 0-2 ml of dimethylformamide in a glass tube and then adding 9-8 ml of 0-1M Tris hydrochloric acid buffer, pH 9. Immediately before this preparation was used fast blue RR was added at a concentration of 1 mg/ml and the solution filtered directly on to the slide. The development of the coloured reaction product was monitored by microscopic examination of the slides during the staining procedure, the reaction being stopped when optimal contrast was achieved. The slides were then washed in phosphate buffered saline and mounted in 80% glycerol.
Results
Antigens induced by cytomegalovirus were visualised with a dark blue precipitate obtained by developing the alkaline phosphatase label with a naphthol salt as a coupling agent in the presence of a diazonium salt (fast blue) as a capture agent. In human fibroblasts fixed one hour after infection with cytomegalovirus and treated with monoclonal antibody against immediate early antigens positive nuclei were detected with a good labelling intensity in positive cells. (Fig. 1) . In cells fixed at 24 and 36 hours after infection early antigens were present in the nuclei of infected cells, but a sharper localisation of the reaction product was observed when early antigens had accumulated in infected cells after treatment with cytosine arabinoside for 72 hours (Fig. 2) . In infected human fibroblasts fixed at the end of the cytomegalovirus replication cycle (72 hours after infection) late antigen positive cells were seen with nuclear and cytoplasmic inclusions (Fig.  3) . In control cells treated with sera positive for cytomegalovirus no specific staining was noted. 
